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bm mm 

-Ft5DNA^£HHtS. 

^-IfiS©^^< jj^fgbTV^S guanine nucleo tide-binding protein ( 
15 (7TMR) <hfe*£*l£. 
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5 set, ^(Du±y^-m&m\z^xh^y^^y^m^r^^^^\z 

15 c D NA(Dl$f>ti!K?>J/^Expressed Sequence Tag (EST) t. LTf— X 



WO 00/49046 




PCT/JPOO/00927 



t^ro-e^. in^> «f«Gaefi*!ftsiu-fe^-ae«'bb<tt*©ai5 

^7'^F£D-FT3# U*^ l^^F (DNA, RNA*«ktf*ft&©Ki 
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#0 ^ff§#U7^I/tf F (DNA, RNA*5ck^n^CDSI^) , 

^I/^y^-gQ^^^^^^^^^^^ 7:1- 
x h) feL<«MGMaK^^l/-tr^-MeK<D^«^^fl:^i±^^ 

mn<Dm^ . . . 

WLMmH&Mtetz&Mz. degenerated PCR^fCioT^/jjcL-fc 
GMSK^Ml/ir^-MfiKT^^c:«i:^5glSLfeo,^0J#b^ ^tl 

(i) mm^.i irc-m^n^T^ /m^it^~hv<\tmmmzm-'(B. 
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(2) ±ta (i) iB*©seK©sp^^K*fctt^©is. 

(3) ±fB (1) fSiKcD^eHSrn-Hf ^^SE^J^W-r^^U^^I/^^ 

(4) ~ DNAT£3±fB (3) !3«©#U * * U*? 1 F\ 

(5) @E?'J#^: 2Ta$n-5*aSiB?U*^i"S±f3.(3) iB«t&# U X ? I" 

(6) ±IB (3) IBSKO^'J^^U^HSr-aWr^mm^^^-^ 

(7) ±13 (6) ffi«CD«lftA^i7^- , r^«tetft$1i ! fc^H<Elft#. 

(8) ±13 (7) e«©J&Kt5&#£#*U ±E (1) IB«OSSK*^ 

■e-b86snt*#iRt-r*±iB (i) isaosaKSfctt-€-©*ft©«ifit*» 

(9) ±13 (1) f3*fc<Dga«t>i;<te±S3 (2) IB*0«»^^K*fett 

do) ±ib (i) s5<R©-^eK©^^;we^*^^-rs^?otri#T* 

£±13 (9) fEttOJififtV •'«'•• ,; 

(1 1) ±12 (9) IBafccDmtt^^bTteS&Br^' 

(12) ±13 (1) IB«©seR'bb<'i4±SB (2) . |B«OS5^^H^fc 
tt^-OiftSffl^S^i:C«fcO»e)n"5S±IB (l) 8B*osa«*fett-t^ 

en) ±fB (12) aaa©u^>H&^bT^sE^ -. 

(14) ±IB (1) tm<DW&mhV<te±:m (2Y ftWKD&ftl-frF&lt 

tt^-ota^fflusc^s^fstf *±e (i) K«<0ga»£fctt-t©£K2t 

(15) ±13 (1) !3«cCDlieKfcL,<«±IB (2) l3«©»«"<^H*fc 
tt^-©iS&ffl^5Z:t&4#«<i:-rS'J^>Ht±fB (1) 83«<0£ 

(1 6) ±13 (1) !3tt©ge«'bU<tt±SB (2) fBttOSB^^Ftsfc 
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m 
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K 

(1 7) ±12 (1 5) SH«O^^U-->^feSfctt±E (1 6)-82«0X 
^ U-->^ffl + ^ h^rffi^T#e»n-5^, ;'J**> H<h±f2 (1) 83«Oge 

(18) ±f2 (1 5) l2m©X^U-->^^^fc«±fH (16) fBfcCDX 

( l 1 9 ) ±12 ( 3.) tZm<D# VXZU*?- KtA^T, h U >5/o: > h fegkftT 
7* U ^ XT § # U ^ ^ 1/ H, . . ; 

(2 o) ±i2 (3) mm(D^).^^u^^^^mmmt^mMmm^^xs^(D— 

(2 1) ±12 (3) f2®<73#U^^ W^-^H^^«.-ecD— £ d £: 

m.tT^±m ( 1 ) v|B|g(7)geK<DmR N A©fiJfe : 
(2 2) ±12 (9) ;iBmcDlrL#:^ffl^S^t^#^i-r^±I2 (1) f2ft<Dlt 

(2 3) ±f2 (2 1) £fc:«±f2 (2 2) t2«!<0^«^££ffl d t ZftWl 

(2:4) ±f2 (2 .1) IBicCD^a^^fflV>^Ci:Sr#mi:-r^, ±12 ( 1 ) 
l2m©MaK©^ft^^$ii-§Yb^#lS^«^(D^(©^^U-->^?i 

(25) ±g3 (22) &m<D-femfi&&mte&z£&&mt?z* mmmz& 
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(2 6) ±12 (2 4) faSfeOX^U-->^fe^ffl^T#5>n-5^, ±fB ( 

(27) ±13 (25) sB«ox^u-->^^SrfflviTf#e»n"5S, mmm 

5 "f 3. 

-cis6$nsTs/Bftiayij , 4»oisfcji2ffl!^± ($?i;b<wu 1-3 omm 
m. «fco»su<tti~9ffiags. £e>K#£b<ra§£iH (1-5®)) cdt 

10 5 /B6**^tfc7 5 /^SB^J, (DIB*iJ#^ : 1 -T*fr£tl3 7 5 / WtM&HZ 
1 £ & te 2 |@JW± b < l~'3'0ffi@£* iD£?i;b<tel~l 01® 

kk, * b < \*&® (1 ~5 j@)' ) coy s m&tim vilt a y msb 

<«, l~3 0figg, cfcD£?£b< \tl ~ 1 0{@*I^, '£.£te$f£D<«# 

15 i ( i ~ 5® ) o75'/tMo7s yt -etl^nfc75 yra. 

te(D^n £ Sjfc^&'itr'fc; 75y ^SB^J 2>'g & S ±fB ( 1 ) ■ IB 

f^iaK^'t&oii, - : " • •'' : ' • 

( 2 '9 ) ±15 ( 1 ') HB«OSa« b < f£'-?-<Z>*fi£fc&JtSE C2 )^ JBi£tf>3B# 
K b < «^c7)^<h, ti»te^«a<h £&«£^-5 £ t-T S±fB 

20 (14) f3«&©U#>b*©&^&> ; ' !: 

(30) 'J^>FW^'«7>^f>-»« ^>^'>>, ^^b^y-f.H, =3 
i/M5X tnh-X y^h~>< -i-D^y^FY 
V;tfc^b\ 7°U>\ A'Vyu-r/X t+yhvX PACAP, ir^b 
/7>#=f>, *JU'>h->, 7Hl/y^vi'J>> 7ThX^f>, G 
25 HRH, CRF, A CTH, GRP, PTH; VIP (A'V7^7^ 
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^U>, CGRP (*;k> hz>y->'J L^-f^ 7 H^f 

F) , D-f3h'JI>, rt>*7V77>?^>* 7°nz,?t?7>i?>, hu># 
=Hf>\ XtV->>\ 7HI/tU>, a^=trX/3 -^r^tJ^C > (chemokine) ( 
fclAtf, IL-8, GROa, GROj3, GROr> NAP- 2, EN A- 7 
5 8, PF4, IP10, GCP-2, MCP-h HC14, MCP-3.. I 
-309, MlPl-a, MIP-lj8, RANTESftf) , X>F-feU> 
, i>TP*'XhUX k7^5>, ^a- D^>~>>, TRH v A'>^I/7 
7^ y^U^^-f F£/ite::ff7->T&£±fB. (2.9) IB«c<7)'J^>H© 

10 (3 1); (i) ±IB (1) IE«!c<Z)g.6Kt.L<^©ig^fc^±fB (2) §B« 
CD^^y^FfeL< \t^r<Di&£. U F ££^/&£i±;^§£-£> (ii) ± 
IB (1) fB«c0^eK.feb< te^©it£fete_hS3 ,(2) fEifcOgltf^:/^ F & 

fcC^-t^^i-r^JilB (1 5) fBgc©X^U-^>^fe, 

is (32) ( i). ^b^u^f >f£±ib- (i) tzm.<Dwmn : bv<fe^<Dm.$. 

) mmvrzv^yv^^zfumt^^^m (i) fEi£c^6«.*>L<te^£> 
^^^«±iB- (2) t^m^^y'^\ i %^<^(Dmzmm^^m^z^ 

W"£> «»Ufc.U # >.FCD-hfB ( 1 ) .mmvWBMh V < te^.©&££:te±fB 
20 (2) |B«©^^y^Ffeb<^(D^{C^t-^^S^a'J^b, tb^-r^ 

(33) (i) ^b/iu^>F^±i3 (i) iBm^^aK^^-r^M^^ 

^M£i±/c (ii) mWLLt£Vfi>\zp£tfj&mk^Z±nZ (1) IB 

25 «coMeK^WT^>M^^M$^^:^(3*5W^s ^!$LfcU;tf>F<?i£ 
«lC*fT3iS££ft£$j^U it^-r^>-<tSr#mi:-r^U^>F;i:±IB (1 
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(3 4) <i)"«*ufc«J#>F*-kta (i) i3«©aEaR^*-r««ia© 
(i) aattogeKVir^Tfc&fla®^^ ^ 

t"T5'J^>Ht-tlB (1) IBIRoaaKSfc^©*^^^**^*^ 
(3 5) (i) ^LfcU#>F£i:fB (7) |B*CD»KIE«#*»*"*"*- 

S h t l~ £ o Tifiefe©iB§i ^ fcgsl s iirfcW^ K *3 
(3 6) ( i ) ±IB (1) C^tofiaKSfctt*©**^^*^**- 11 

ib (i) tmommn^m^^mm\zmm^ftm^t. air ±ft u) 
mmft&zmizc: 'k*rr * - 1 u f <h±iB •( i ) mmvw 

(3 7) JrfB (1) ■|B«Eose**fc^*©**"stt^-r*fls^**±E < 7 
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) 



. (3 8)..±ib. (i) mMvw&n&%&fc~rz><t&m^ t>^^>^>, 

zshzs>, PACAP, -tr*l^>, ^;k&=f>, = 7K^^ 

S>a.»J>,. V.7h7^?>, GHRH, CRF, ACTH. GRP, P TH, 
VIP (Ayj^f^.Of^T-ft^ ^U^^H) , y?h^f 
> v H-A^>, ^,U>, 7SiJ>, CGRP (Myhz 

yn^^^7>y> 1 hn 7f/yX 7Kl/tUX ais^lt 

B-trtt^ > : ,(chemok ine) (Mx.«\ IL-8, GROa, GROjS, GR 
Or, NAP-2, ENA-7 8, PF4, IP10, GCP-2, MCP- 
ll HG14 « MCP-3, 1-3.0 9, MI P-i a, MI P-lf RA 
NTES/ii*) . X>,H-feU>, l>f0^hUX.tX^5X Za-n 

--fcffi (3 6) SfcfJ (3 7) fH«cC0X^U-->^^, : . 

(3 9) _Lf2 (3 1) ~ (3 8) H2ttO^^U-->^ffiT^6.n5S, U 
#>K<h_L8B (1) ffi«O^aK*fett^<0^<tO^tt$^$-&.Sft^-% 

(4 0) ±f2<(3l) ~ (3 8) IB«cCD^.^U-->/f^-ef| : j&n^S, U 
#> F£±§2 ( 1 ) 5m<D.W&n£tzte^O&£<D%p&]&£: It 

(4 i) ±i2, (i) im<pm&n^tt&mmz^mTzz\££nwLt.-tz> 
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±ffi(16) f2fcCD7,^U-->^ffl^^ K 

(42) ±83 (i) &m0mmw&tt-rzmm<D&mft& 4 S : &'t'zzL£L&ft 

(43) ±is (7) ttk0mk&&#&mttzz£\z&vTm&nm&fte> 

(4 4) ±13 (4 1) ~ (4 3) |B*©^^U-->^ffl*y h£fflWT#<=> 
n3S. U#>F£±a3 (1) 8B«E©«e«*fc»-t«)*^©tt#««^$ 

(4 5) ±|E (4 1) ~ (4 3) E«O^^U-=>^ffl^ h*fflV^T»6 
ti55, U#>H£±f3 (1) fa*oaSRSfcJ««>«<!:Ott^tt*«<b* 

(4 6) ±15 (9) IB*©$M*^ ±13 ( 1 )■ K IB*©aaKt> b < tt±IB ( 2 
(4 7) ±13 ( ;, 9) SB«©frt#£; *tt«t43«k^«ltt^$'nfe±fB ( 1 ) -ffi* 

oia«t)i;<a±E (2) iB«©«^^K*fc»«©*^'**^wtcs 

fcS'-fr. ^ia#:^^b/t ! »^$n^±f3 (1) 'IB«feOSaKfeb<«±f3 
(2) IBifeO^^y^F^^^cD^cDiiJ^^^^^i^^miii"^^ 
'( 1 ) : !3«©iaMfe U < tt±IB C2 ) l3«cOg^^-7'^ F 

(4 8) fe^<hffl#:±CT^bfc±f3 (9) BBttOtrt^«k^S»^$n 

#£"3"£o ...... 
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*-gfi«hSLT£3-KTSDNACDi*g@e?ij, & itf^n^e^sn 

5T5/gtBB?USr^T (El 1 0>S&£) 

15 fs^****) sa5U## : i ^,^§75 y^ia^i (iai*5«fcrXBi 

K r>^\ 7-^, ty^ .-V-JlsUiz) <D&Z>tyZ>M 

20 -aa B&mm; , nmmi&. ^ujii, ft$R0*p3* ,#$m& v . 
m. mmmm. wsmm, mmmm. ^mm m. t^d77->;, tie 

) , e&j*. Wi, #:#lfflM,; #», -ftwrnm* iM, .pii. 
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tf, fcifcTtt. *HftK. 3M> 

g. JHft. ««) * Ti#. Pf» -JH» 

5 Si, ML J*K; *'«TJBU **tito/5M8ifiL#. ffiiLm. mti. mm, \fe 

15 yKSB5!l«t:IIHW(Cl^— ©T5/ffiB2?!I^U IS?"J#^ : 1 TSt)StL?>7 
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^y^@e^i4«©iS7t«2M^± (ff^KH i~3 0flm cto^f^b 
<«i~i oei^ ££ic$?£b<«M (i~5fi) ) coy^y^^^ 

L 7c 7 Si y , (DiB^iJ#^ : itg^$n§75; ®?IE?U £ 1 i; 7c it 2 m 
£k± (£F£U<te> 1~3 0IH^, j;D^l<ttl~10figg, tsbiz 

&%.L<it%Lm (i~5fi) ) 0..75 y^wipu^T^y^ss^j, ®@E?y# 
) ) 0T^y^^cDy$y^T ! «^$n7t7'5y^i5^J, *^fi@^ne>^ 

'■•*ffiWO^ii^^SeK«/X*«^1{f*JU#^'>;^S (-CQOH) £ 
7cte;*7;M^>l/- h (-COO") C»?7$ H (-CONH 2 

) ^fcttl^f^ (-CO.OR) T'^oTfectK 

- ZTsJiX^JUZ&liZ R tH-ttv y F)W JL^JV. n -.^n tf 

Ok >f y^nm^<.ttn-^Mt'©C.i:. e 7J^Vi, -vf* □ 

-c 1 _ 2 £ cd c 7 _ 1 4 7 vjw'u&vtep , m am ix r^tLt 
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*56^©u-fe^-aaK«>'»^^F -car, «»^^Kt«MHr* 

<«*tt (Hydrophilic) SBft) X*&Z> tttmznTz1®ftZ^t$^^ 
BfeTKtt (Hydrophobic) &&£-&C#tf^:^ FfelWI^^ffl 

y msa^j© ? 4>& < £ 1> 2 0 <@eu:; ^kuso i^±> 
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$?^l<«, l-iofiis. se>^»*L<tt»[<a a~*5&) ) ©7.5; 

• *»W©ffl^^^b*{±C*^iiflr*;u#^->;ps (-COOH) 

©r<t<, C5fcSS#75K (-CONH 2 ) $fcHlXfJI/.(rCpQR),7* 
o T t> £ V ■ 17 R £ L T &_L"8B £ |Wj*£c7) £ j^Tfl V> £ n*> „ 

©CT£-<;. . C*«|#7-5K X-:CQNH 2 ) *fcfcfcxX5\;U (-COOR) T?* 
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\ /^>^;p*>«» ^>-tf>x;i/^>M) .-£©*fc£*«;B 

WIS.' ^>XkFU*7S>»IB, 'rs/^JHSNB. 4-^>^;i^Mr~>^ 



, 4- (2\4'-y^h*y7x^l/-bHP^fJl') 7x7+->l 
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yV^HittTtt, DCC, N. N'-^-f V^PfcfMK^S h\ N-X^;i/- 
i§Sl{blia7t5{^0JWJ , (fijx.^ HOBt. HOOBt) icbfclI§S7S 

■Rffis-sjES kh£/h u -5 5 £ £ &nx^§ mm& e> ancaw s n 5 5 . .011 

«\ N, N-y^fMiPAJ^ H, N, N-.^f^Jt h75 F, 
>fl^rt:7k3Hg, h'j7^nx^y-j^i:(7)7^3-m v^^T^ 

^x^;i^^^cox>;^;kis^§vi«c:n^coMJ:©^^^i:^ 

n 6 z\tu< m&Kjfc*m q jg-r ci t k <t 0 -t-#&*g'& £fT& 5 c: £ a*-? # 5 
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mn(DTB./m<D^mmhbx\t, mx\t. %\ boc, ^—>^u— ^>^-;i/ 

*isft)Vi£-)V. Cl-Z," Br-Z, 7^7>fm^M-;k HU7J^D 

, tf;K ^— ->^u-^^;k v^d^^k i/^&A^ 

4 ^'•^□ti^>^iXT';k ^>Xt H U )p ; XXf;Mb) » 7x^^X7, 

(Dkm.7 ;i># / -r )vm. ^ >V< ;usfc t □ -r ;k*> ' ^yv^^tDV 
: ^hV», xh+->^^x«t*©Kto^^isn^^ 

^P 5/>(737x y --;i/tt7jc^S^^Si: bTtt/W^l Bzl\ Cl 2 -Bzk 
2 -xhD^^jk Br-Z, ^~v^U-7^;P7^^fflV^n^>o 

2, 3,.6-h U /^;i^>-fc*>7Ji/#X^ DNP> '^>5>;i/^v , -^5 L ;W» Bum, Boc 
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, Trt,- Fmocfo<H^78^6*l3o 

, 2, 4, 5->'J^DP7x/-Jk u-y-hn7i;-;k ^.t/^^t;!^ 

3— ;k /t7-hD7i/-Jk HONB, N-fc Ho^y.X^ F, N-t Fp + 

. y7^K5F, HOBt) tOX/WlO &£a*/BV*sn2>. Eft©75yiO 

, y^fHJk7^ F, l, 4-7*^>> J ^^--;k 1, 2-X^>:x^-;Ufc£<D 
±E<7).1. 2-X^;>^^-;U v 1, 4-7*^Vy^-/^^0^OiIll: 
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w 2 1 ~ 



®M. Bodanszky 43 M. A. OndettU ^^^H ->>-fe~>* (Peptide 
Synthesis), Interscience Publ ishers. New York .(196650 
@SchVoederfc«ktfLuebke, It* F (The Pept ide), . Academic Press. New 

25 York (196550 
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(1977^) 

®&&&mmm. .mmmshvm^ ni4# ^^ h^ mmmrn 

U^^l/^Ktim *fgW©l/t^^iaiS3-l<t4DNA, m 
~:£flDNA, - *«RNASfe;iiDNA : RNACM^'J y F 

/adna7<^7U-v mmbr^mm • na^s^coc dna, ^flBLfcjps 

•I«®cDNA7^^7'J- ^DNAO^ftl-efci^. 71.77 

v-\zm.mrz>^>7?-\z, wjt77-^, ^^sk.^sf, .7 

K^^Vs-rn-CfeoT.fecfc^. ffir82Lfc«fflfl&-«aiSl e fct) total R 
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NA^fettmRNAiS^^pmbfefecD^fflViTili^Reverse Transcriptase 
Polymerase Chain Reaction (£TF. RT-PCRtti«»t5) fc«fct>Ti»tt 

2 T^b $ n s ^sia^ij t a -f * h u > ^ x > h ft *ftTT/N < ^* u ^ x-r 

- * D N A*e&n&iflr*l© COT J: 

Htt sw-r* is^'J £^rr<£> d n Aft £&m v^'e» n*. 

• ^D— — (Molecular Cloning) 2nd (J. Sambrooket 
al., Cold Spring Harbor Lab. Press,' 1989) lZ&*i<Dfimi3.}i\zft<oXff ft 

OmM, fftb<tt»19-2 0mMTf. 5 0 ~ 7 0*C, *?£b<te 

ftSDNAJit^fflV^nS. 
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d n a t «««ua:ifi:sg2^i l t& § # u * * 1^3=- ^ t a, Tie 

©*!69l©ap^^^ K£3-FT3DNA£&^T£^ttT«&<, RNA 

ia#-r-5iiicDT^^T>5 : "fe>x • ^u^^i/^-^H orbs) ^d-> 
sk) tt, Gie»*iasi/t^-gfiRifif©RNAt/w7'j^x 

teGM6K^&Stfl^:/^-^6Sf^ 
K#«3!M::^-Me»WBRNA<Z>aftSh^ 

^^t*©^ixtttir(:ffflTfe§„ mm.JttjfcTZ] tit, mfc^&^&rz 

^-7^7- Ufcf-K 5' ffi#fl9gR&$. l^yf Fl«3H> t g 

d - 3 * . m^\7\f.>)v- y°\m^ l ^nmmm t uxmn b?z> 
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U ^- £rfF#T -5 S2S & *> o * * U ^ K £r*a^"f" & ) - & £ # * 

. wsns. ^nsii* 2*«dna, i*«dna, .2*«rna; i#$ir 
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S^If'J^yX 7UMfrgnfz7V >Wtf'J>yX (^«tf)fl3<£>}t 

' >ta>\ mffiM&tztixm&ztix^fzv, &z>mtJL— r^yt^Eo 
mm\zmm^nx^x^\ !-■•...= 

*fg^^T>5=-fe>^ • #'Wl/t?K OKBD tt, RNAv DNA, * 

z^ummztitzwrn crna. dna) Tf^s.-^fflf^n^Bso^wt 

75 K^U =f'£* UJ-zs K©##£ffi^tt<Bfc(&atfctf £h***. 

ft £ ps^ ^nsfeamis.' *fg w '© r > g^-fe ;&sg <p j: -5 

01 iztt-T '& m nft & «k O * £ © f S , ' b T L/ £ $ T >5=- 

Z.t Lxmmit^m^mx^K^a^nn^Vc- m?LV£ J*Kawakami et al. , 
Pharm Tech Japan, Vol. '8. pp.247, 1992; Vol, 8,, pp. 395, 1992;, S. T. Crooke 
et' al. ed. , Antisense Research and Applications, CRC Press, 1993 tzE\z 

m-s-zntz k> , mfc^femjzj: vMfflztitz d » mu^nrzmmx^-^ e>.ns 
^ 5 z o x^xmmmxm v\&tiz>$><D.t vx\z, . u . 
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CDS' «fc*V>tt5' MfcttfrS** 

ens. ^bfc*r>^®asam ^jxfuy^Jn-ik.fhy 

$£l£<D c D N A / MfELTcM •Wi*©cDNA7^7'J-' 

y- x5Fi axsh\ 77-^5 i«a^fnT*'3t , b«k^.sfc 

Transcriptase Polymerase Chain Reaction (£TF> RT-PCRjifc*»t5 
(1) E5a« : 2^^$n?>mSSa^ : &WfSDNACD^^SE^ ; S:W 
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1"5DNA, £fzfo (2) m^m^r: 2 H&t>Ztl2>m.&mMt/\'( X h u > 

&mn?m & % u± 7°^ -m e h £ n - k -r s d n a ©gp^siB^j 

ft5 *&SS2?iJ Sr^T £ D N A ■& ft 3 ... 

Ay^^T-^m^TP cRmz^xmrn-r^K zrctemmu^.* -iz 
M^•Ji^7^DNA^H0Jco^-tz:^— sen©— ffifo&mtMM^p— k 

#lx.fci\ ^El/^o.^— • ^D — (Molecular Cloning) 2nd (J. Sambrook 
et al;*K;c6ld Spring Harbor Lab. Press, 1989) \Zt'dM(DJjfet£E\Z'&'oTft 

wmtmm<Dxmiz$£^Tftteoz\£tfT^z>o 
DNA(Di&mm?wmmfo, ^©^>y h, m%-\*s Mutan™-G &mm. m 

) ) , Mutan™-K (^Mii (W) ) . &££ffl^T, Gupped, duplex^KunkeT^ 

u^o^^cD^m^^m^n^izmc^mzm^xntjiv z\,t^x^ 
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T^^-e^&o ttDNAJ«©5' *«ll8lC»RM*fi3H>tUTOAT 

/^NA^**^^^ 

""'• ^>-tLm *jfc»E&*0:^:*5 F (0J> P B R 3 2 2, pBR 3 
2 5, pUCI 2, pUCl 3) \ : tt*ife*O^XSH -CW, pUBll 

' 0, pTP 5, PC 1 9 4) , (#J. pSHi 9, pSH 

15) , A77-^tWf'Jt77-^ 7^^7 

^VjuX /\*Wb^WtXfc£cD^^ i- 1 > p 

XTU pRc/CMv/'pRc/RSV/pcDNAr/Keo^M^ 

^m^tLxmi^im^, s r « ; s v 4 o y p*-^-> l 

: fff ! f ^Xyi'J b7MiT!*5i^«> t r p^a^-^-v. 1 a 
c^P^-^- recA^D^- AP^Dt-^-. -1 p p.^O*- 

ii^W^IIt^^i^ii-^SPOi^D^--^-^ sp 
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P 1 O^'Pt-^-fcC^W^b^. 

istfi-M *UA#iP'>^;k .SJRT— S V 4.0ttSI^"U > f > (ETF 
• , SV40o r i <hB§$fcT 5*§£-J$*&S) )5:£^f fc£>£ffl^£ d 

dh f rtis^-rsa^***).*^ c^v hk^r-fe-h. (mtx) $m 

, T>tT'>U>»ttate j ? (E*T, Amp r £mWTZ>^€>tf$>%) > **^-f 
^©ffitfc? 1 («T» Ne o r £BSirr 3 G4 1 m&$> 

tfStl*. CHO (dh f rr) IMffl^tdh f r 3te^£illR-7— 

e»0N^Il;#lDt5. ii^Xvx 'J t71f-e^5l^ft PhoA; is 

tf±)i%ZFL ompA • is*f-)-)vmmt£i2ij< m^fiv^juxmw-cfo&m&it. 

; »#.T*5*-&rau MF a - z/£fj-JUffim. SUC 2 • ^^J-J^E^jfc^ ?§ 
d © J: -5 K b TflISi $ nfc*|R!§g <7) y ^ - g 6 If * n — H T £ D N A £ 

x->i<J tTMBI^^^JiiL^Ctt, Xyx'J t7 • XI U (Escherichia col i 
) K1'2 • DH.1'^D^-J?>^X-.^ • if • ^-5>3 • 7jjf$- ♦ 
• -tf-T x>S>-f X* • • xl— XXX- (Proc. ^Natl. Acad. Sci. U 
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SA) , 6 0#, ^1 6 0 (1 9 6 8)) , J M 1 0 3 V v V • 7fv X 

• UU— (Nucleic Acids Research) , 9#, 3 0 9 (1 9 8 1)) , J A 
2 2 1 Cv 5 ^— -ffr-Jtlf-^V^a.^— -n^^ru-J— (Journal of Molecular 
Biology)') , 12 0i, 5 1 7.(1 9 7 8)), HB101 izs*-±)l"*7° 
.t^a7-'AM*Dy- 4 1t, 4 5 9 (1 9 6 9)) ; C6 0 0 CS> 
x >,f^^X (Genetics) , 3 9#, 4'4 0 (1'9"5 4)) ^M^btlS 

o 

/WXSItbTd (Bacillus subtilis 

) M I 1 1 4 [>?->, 2 4#, 2 5 5 (1 9 8 3)), 2 0 7 - 2 1 
tJl'-t^- A'^^SXhU- (Journal of Biochemistry) , 9 5t, 8 7 
(1 9 8 4))'^M^W. ' 1 " ' ' : 

IfitTH #Jx.fc£, ^rvti^-i^T. (Saccharomyces 
cerevisiae) AH 2 2, AH 2 2R", NA8 7-1 1 A, DKD — 5 D,' ; 2 0 
B — l 2, i/^/thy:*? n^-f-feX (Schizosaccharomy'ces pombe) NC 

YC1913, NCYC2 0 3 6, tf^T . A'X h U-X (Pichia pastor is) & 

(Spodoptera frugiperda eel f ; Sf«) . Trichoplusia niO 
cfj^'i^MG l«,Trichoplusiani(Dp65feCDHighFive™ ,*fflj&, Mamestra 
brassicaefi3fcOifflJ]££fcteEstiginena acreai^wMfe^ffl ^ ^7 
-fJ^BmNPVCl^il (Bombyxmori N;.B'mNffi) 

fj:i:^fflVve,n^ 0 !£S fmmtVX\t, M^t, S f9«SS (ATCC GRL1711 
) , Sf2lM (J^±> Vaughn! J. L. £>« O • ^ (In Vivo) .13, 
213-217. (1977)) 7^£^ffl^bn§o " " ' 

- (Nature) : . 3 1 5#,' : 5 9 2 (1 9 8 5)) . • • 
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IftffltLTH #Jx.te\ U-;WCOS-7, Vera, ^<X-X7\A 

^^-«cho (j^t> cHommtmm) , dh f rite^is^wx 

— XAAX^-ffiCHO C£rF, CHO (dh f r ") jiffljfe<hlil£!2) , v<j7X 

if- 3j-, >3 ^;p . . ^ . tM'x>SH'X • • if • 

— (Proc. Natl. Acad. Sci. USA) , 6 9t, 2 1 1 0 (1 9 7 2)^y-> 
(Gene) , 1 7#, 1 0 7 (1 9 8 2)fc£lZ&m<DJjffizV£'DXfftjL-5.Z\£ifi 

• isx.^?)]/ ' iyju^J-^ yZr'X (Molecular & General Genetics) , 16 8 
t, 1.11(19 7.9)&i*CEI50*Sl:^Tfffi:5;:iM«. 

»S£*B»telfe-rStett».M7Lfc£ ^yVX"f >-x>if^n -^—(Methods 
in Enzymology) , 1 9 4#, 182-187(1991) , -7°D->— V>>fX . 
15 • • if • ±Ub±)V- 7tsJ"^ — • ^"7* • iMx>WX ♦ • if • a. 
— X7.X— (Proc. Natl. Acad. Sci. USA) , 7 5t, 1 9 2 9 (1 9 7 8 

Bio/Technology) .6, 47-55 (1988) ) U£\Z&m<D#ffiZft?Xfffe5p£&X 
20 #-5, • ' ., . . M >- 

hn-)l. 2 6 3 - 2 6 7 (1 9 9 5) (5f&mfg?f) , npv—. (Virology 
) , 5 2#, 4 5 6 ( 1 9 7 3 ) \Z&WL<DJ5& \Z$£*DXftfev. : Z\ £&Xg%o 
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vx\t. mxu. t?)vzi-7^ mh'jx -> 3 «fc£V£* 
stum 7 ffitttta. n->x5P-x • ua- 

= ;imM9^ C^7- (Miller) , z^-X^ • * ^ ^ ^ * 
/>'.<>'' ; EWa7- , J ? i'^f^ (Journal of Experiments in 
Molecular Genetics) . 4 3 1-4 3 3, Cold Spring Harbor Laboratory. New 
York 1 9 7 2) - - -0 :/b*-*-*»*<fc < 

lS^X->aiUt7*»0!)«^ **»a*tt 1-5.-4 3 XTCfi 

(Burkhol'der) CBostian, K. L. rXrx>—v>XX 

. • if • X~>3 XJU * 7*5*5- • ' 1MX> W X • *X • if - ^ 
-XXX- (Proc. Natl: Acad.' Sci. USA) , 7 7#, 4 5 0 5 (1 9 8 0) 
) 5%X*r5L;m*^-?Z>SV%i& CBitter, G. A. rXn~>->? 

>^X ; *7 ' if'- tyat^ - 7*f5- • ' iM X>~><X • * 
+f. 2 -I7I- (Proc. Natl. Acad. Sci. USA), 8 1 #, 5 3 3 0 (1 
9 8 4)') ^*tf&n*/*«l©pHtt»5-8K:P»r§.©*«»*bVi. « 
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Grace's Insect Medium (Grace, T.C. C.*-f^— (Nature) ,195,788(1962) 

o mi&<DpH\zm6. 2-6. 4izmm?z><Dfim£v\,\ mm\tmi^m2 7 

5-2 0 %(D^M^jkm^tSUEM^m .C1MX>* (Science) , 1 2 2# 
, 5 0 1 (1 9 5 2)) , DMEM^l [^DOy- (Virology) , 8#, 3 
9 6 (1 9 5 9)) , RPMI 1 6 4 0 t&M ii> r — • • +f • U * 
> • • 7V^l-y3 > (The Journal of the American Medical 

Association) 19 9t, 5 1 9 (1 9 6 7)), 1 9 9 Jg*fc V? D 5>— z?>!f • 
-If • Vlt-fX^^ -:7*— -+f • A^rtP^#;U;*^;*> (Proceeding 
of the Society for the -Biological Medicine) , 7 3i,. 1 (1 9 5 0)) £c 

4 o tti<j 15-60 mmnt£k\. <&mzfocxmmi>m&&m?iz>o 
sk±<D£vizisx, ftmm&fc<Dmmmiz*^Bji<DGw&n^%mu±:7°? 
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(a) *:S?a j--)\sinikm*kmm<Dttim .... . 

K 7-)^, 7^:K .^at&tf&nsa*, ^Z&J:^ 

, M;U£Y ^^y^^^ 2 ; ~ sat 

C^-T^i-^- (Nature)-, 2,5 4,9 51 (1 9.7 5^ 

>^U^-;P (PEG) ^t^^.^^a^^WSftS^ $?£L<« 
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tiltttttH «*tf, NS-1, P3UL SP2/0fc£tf«*tf 

ia) &£*ammm&£<o»*i'»ft*tei < 1-2-0 : isarr*o. pe 

G U < tt, P E G 1 0 0 0 ~ P E G 6 0 0 0 ) # J. 0 ~ 8 0 %mB.<Dm 

5 '^T-^iD^'n; It20~40t:, ^L<^3 0~3 7t:Tl?)l~10^. 

ffl^TfcftV*. 1-2 0%, ^b<ttlO~2 0%©WSM?: 

^tTRPMI l-6 4 0m 1~1 0%<D*JfcVE&Lm&'£tSG I T^iHl (fnft 
UlUi ) *fcJ4/W^U F-^»*ffltfJfiLi***& (SFM-1 0 1, 
ByKMU (#) ) /ii'^ffl^?' u <h#Tt 5. Mi&Ki, ■ M 2 0 ~ 4 0 1: 
25 \ ^b<Si^)3 7t:-eS?». l§#B#^^.~il^5 B~3SSIW, »^b<^l 
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(b) "Ey^u^—jm^fDmm 

fct«fe, <i-*>&&ft (M; DEAE) »CJ;S!RK3»fe, fiSto 

#l:B8L,'^y'J7-ga K ©ffiS*3 «£ ^ U 7 - <h A ^ t- > <h (DM^it fet 
> U 7-^^$i±T^Lfe/\7^>^^LT^#^i^<T#.tl«* 

M*jttv\ y-j- > i let i> , -. m o . i ~ 2 o , ft s l < wis i ~ 5 cD.fij^-e^j y 
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v v astt 2~e isc i m-r-D. mm 3 - 1 o ©e«ff «c 5 - 1 a* 
Mikbttessi ^u^D-^->ta#o^»«fKtt» -bf2<D^y ^p- 
?&mm<D^m&&&/&rctehmm, <3) ae^tM^a: ■■■■<4).-:*«w© 
-g a h ^ (D^^ h co^^* s its <dkz 

( 6 ) ^fg^oGgeH^ss nz^^-seKfc^-r s u #■> .f 

8) ^BJWGgeM^Ml/^^-iieK^'J^^^^^^' 1 *^^^ 
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\tt<DUtt^9-\ t <Dm*mk^%ik£mox?v-->!fjj^ an 

2&&fl:&to&tt?z&mmm<D-Fm&£zt/&tztefemifl* (12) 

<kz>*m. (13) ^m(DGmmm^nmu-izy'^-mBn^n-]i-r^D 
NA&m?%0thm®<Dftmfc£\zm^zz\ , 

\/±.7°*-^Ty^^&m^&z\iL.\z£.~D~c. h h^m$iWim\z!&mmtz 
Gwmn&'&mu-£;7°?-iztt-T& u h'o^tt^^b$#§jb^i (#j 

^SeogU^y^K^n— KfSD.NA -(£TF\ #fg0jGDDNA<hlB§fE-r& 

(1) *mA<DGm&nm9-muty°?-wmn}zm-fz>ojj>\! crn'-x 

h) 

wogp^^ Kt> l < teeoigts ttJKfb^t &mnzi±z> z\£*w&t 
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^tv<h\ nwyxh^x ta^x *^>x 

X PACAP, W^W^ #JW>F->* 7FW*^U 

V, VTh^fX GHRH; CRFV ACTH, GRP. PTH, VIP 

<^^^)V 7>F UKf^^'J^H 
) , 77h^f>> F-/t5>, ^U>, 7S'JX ^~>**->* CG 
RP (^h^^'J^-/^^^ 1 D<nhUX>, A°> 

£tj>/a*,ktf/3 (chemokine) IL-S^GROa 
, G R O |3,GR OV< NAP-2, EN A — 7 8< PF4, IP10; GC 
P-2/MCP-1, HC14, MCP-3V I - 3 0 9, :MI^-1^ M 
IP- 1/3, RANTES^) , x>H-trU>. X>rn^h'JX 
■ 9 ±y .+; a -nf>->XTRH, * 1^7 :r * # U ^.7^ -tV F * 

; 7^f>&». T-fe^3'j>ii^ a^ca 2 m mm^cAM 

iawcGMP^, *v * h-*u >6&££> 
mm&kov >mit. c-fo s H©«Tfe2f&(ea-r sett* 
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o 

<2)«ISSUfctt»Yfc:^S, *5ew© H::/*— p < 
25 7W3IJ>H, -««ai*jC a a +itt«. »c AMPM v Wc 
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y^)^o>mm. «asrtca 2+ i»«i »camp^ 
"asfoDU >m<n^ c - f o s <bmmt. pHoi&rua^m-r.^^rM 

K^iibxv^o ■' • '' !: • ' ' 

• KKT^^^^^X (nuclear polvhedrosis virus ; NPV) = U, 
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Tff -5 Ci^TtS. #I*J£> cStiR CNambi, P., £ v If; v^-:^ • • 
/t-rtny^Jl/^^XhiJ- (J. Biol. Chem.) , 267#, 1 9555 — 19559M..1992 

•flajR^-<^Stl«®^Oili*^-5 0 ||!©^fe.tL'Ttts Po-tter- 

UKO> (KinematicaftfiSt) M^&fC 7 ]/ C^yi/* 

& if T iPiE L/ & ?&* £> tOfg £*ffl ^ / X>1^ ■ £ * fcH $ it 5 d £ (3 =k £ fi£fi$& £ # & 

'bft\z&zftwm*£-£-i,Tm^£>tiz>.-MX-}** Mm&vt-M&fam (500 

r pm-3 0 0 0 r pm): T«mmm .GI3t,.. m 1 #~ h0ft).M>bL, 
££f3i^jg (1 5 0 0 0 r pm-3 0 0 0 0 r pm) 3 Q#~2P#flS13i 
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0 < , 1^1- a s> h T**<fra£^£&teT*i* & £ "5 Kite £ o 

o 

^SX tDh-X ^h^ ^-Q^HY, ^tf^F 

\ 7u>, av^i^5/'», t^>h-»< pacap, -tzu^y. >f)vt> 

• : =f>, *ji;5/h-X-7H^/^.UX V7h^^^>> GHRH, CR 
F, ACTH> GRP. PTH, VIP (AV.^f^. -OirX^^U 

>,. 75 ij>, CGRP (^^yh^>y->'Jl/-T^7F 

n 7fV T KW-'J >» ■ a &£ZfB -tt** > (chemo.kine 

) («^L«, IL-8, GROa, GRO/3, GROr. NAP-2, ENA 
-7 8, p F 4 > IP10, GCP-2\ MCP-l; H.C 14,'MGP - 3 
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* 1-309, MlP-la, MIP-ljS, RANTES^t*) > X> Hir 
U>, X>t-p^7T; hU >> tX^X -a-Df>y>. TRH, /\°>7 
L'TtV >y 7tf? U ^7 0 ^-f K ^TzitiSy ~ £$mmx»$>Z>, 

iSSlfitS. A'7 7 7-Ctl pH4~10 (ISL<ttpH6~8) £> 
U >^ A 7:77-, bVX- i&M^ ^77-^'J**>FiI/t 7> 6 

10 i|£^£f£M£i±£@l$T\ CHAPS, Tween-8,0 T ^. (^I-.7h77 

^^y^>t^^(D^mmBn^nyy T-\zmx^>z t £ ziz. 7° 

□ y~7 -if Id £ Ix-fe: 7°^ — ^> U #>. K <DftM D^f 
^7°^>, E-6 4 (^y^bm^mM) , ^X^^^acDZfu^T-if 

15 m.wm&mtoT& ztb-eg®. o.oimi-i o m\<Dmu^y^-mm\z 

s — MM (5 0 0 0 c pm-5 0 0 0 0 0 c pm) <D C?H] , C 12S IJ, C 
N S B) £"&£^&{C*i§3liJ©^ 

issraiisu mm<DW\nvy T-x^mi^t^ ^^xiiiii;^^ 

^0 (b) frzimmm&sm cnsb) ^i^^vh (b-n 
sb) ^0 c ptn&M^%u^k&%z*5gm(Duiz'7°&— m&ns.tzfeJto) 
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mWi. «BJfirtSe«©U >BSfls, c - f o s Offi^b, pH©&Tte£&<Eii 

Hanks* Balanced Salt Solution (^^ntt«) C> 0. 0 5X©9'>M7 
25 ?Li0. 4 5/im©7>{M-TiilIL. 4tT^tl»^. fcSHttffl 
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X 1 0 5 <@/7tT^L,, 3 7<C, 5%C0 2 , 9 5 % a i r T 2 BWig*L& 
^A^SK, DMSO, **S—.;],mz&mT2>. 

ra^-&#ji|piDt>co^i o o~i o o o&m^mmzmm-t&o 
2. -mmm .... 

- ; ■ 

(Dsi&^s^d,' lm 1 <nm&mv&mm-?zmvt&irz>. mmz^i.tzm 
u-z-A (mytffimm) tm^-r^> 0 



1 

c 

10 
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*~>, ?)V?*>, iZPh->. *^h~>> Za-O^fKY, *tf* 

<h\ -7V>. A*77>>r>X PACAP, -fc*l/^>> if 

)VtJ^y\ *;w->h = >. 7Fl/^y^-'J>< V7h7^X GHRH, 
CRF, ACTH, GRP. P TH> V I P (A'VT^f^ .O^tV 

. ^U>, ^55>*=>, CGRP .W^h-^-^l/- 

(chemokine) "(WLtf. IL-8, GROo, GRO0. GROr, NAP- 
' 2, ENA-7 8, PF4, i'PI O; GCP-2, MCP-L HC14, 
MCP-3> I - 3 0 9, MlP-Ia, MI P — 1' £ » RANTES^a 
\ x>MU>, i>fo^h'JX t 7^X ^-nf>yX TR 

( 2) #fgB^<&b®f^^ 

15 ^V5&£&/&1ttt.tbti&A 
20 T&fflT3-i:^T#io 

zmftisizv* <2> ^©i,t^-iai^-Ht§DNAmi 
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- l^^fcfiy? h^^^>s^#^-ry3'sfefa^-ry5 (s s 5 
■*se m (D u± 7°? — g a ct §s <d u-t 7° ? —m m n & p — f -t % d 

A/ft£), *;WE .(flIAfcf, ffltPBft, HUgaHfiu )£3g#effifm, ^ 

^i^p^^, Aiffjutife, ?L#5-?^a ■ s?/m/&/i*iftm 

X 7 s / £ < 7 V VX- T- ? H r> -f JU7s ^ . ? ^7 -ft £ ©jjg ^ ft ^ /7 ^ - £ # 
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->8 0™, HCO-5 0) fc££:0WBbTfc«fcV>. '$H«£ bTte; 0!!;Lfc£ 
±fE¥l£ • fSi^Jte, SWflJ (#1*-^ »J>&&&ffri& 
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?Lifr#/ 7yh, ^-y-^, ty^, -r^, 

6 0 k giLT) (C&.^Tte, — BiZ-D^mo. lrag-1 0 Omg, £?£L< 
0~5 Omg/-£ W£L<teltJl. 0~2 0mgti55o »W 

aiz£-oT>bmf£z>fi^ &mM<nj&T*mmit>;M?Li£, fe&mmm (6 

OkgtLT) fC&^Tte, — BfCO^UO. Ol-SOmgm.fffK 
0 1 ~ 2 ,0 m g mm, <£ 0 U < 0 . l-10rag f§R£Mi& 
•it^Jk'bS^SO^iP^T*^...:^^^©*^*). .6 O-kgMSJfcOlCife 

■ DiS^S^ liP&#©«^.— «gl$£^;tfcf, (60kgt 
LT) tC&^Tte, — B\Z-D^mo. lmg~100mg, i: L< . 0 

fcfifc*^ a#t^Jco^T1i®^!j^«\ *g^JS# (6 .0.k giL 

T) fC&^Tte, -01:^0. 0 1~3 0mgl^ $?£L<«,1$0, 1 
~2 Omggf, £Vft£V<m$}0. 1~1 0mgg«$i^pa#tlcJ;01S: 
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(3) itfS^if^J 

'« ^ ^ *^ ^ 

A-f ^ U ^ if- -> 3 >^ PCR-SSCPfe ' C*V 5 v * * ' (Genomics) , 
*5«. 8 7 4-8 7 91 ( 1 -9 8 9 ¥) . • 3^ ■• ^ * 

^;V.7*7*S--*^-^X>^^-*^ ; i-^ x -- (Proceedings 
f the National Academy of Sciences of the- United States of America) . 
JB8 6#."2 7-6'6~2 7 7 6M (19B9f) ) fc£fc± OS********- 

n tic it*; ^wo^y^-aeKSfctt*©*^^^"^**** 1 
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\Z IZMT(D <£ o \Z b Tff & 5 . 

(i) JE%&%Wtmm : E7 : MEk.hm?LW}i®} (Mz.it* 7^, V 

.iM^ tiy$?, <7>X -f^ 4 

mm*. m?^xhux, %%>>*v5. mm, i&utea) k^z^m 

OmRNA}i, MM*. M1%<Djjmz£VMmm^mRN A*m$iL, MX 
tZT&QMn?CRfe£<D^m&m^Z>ZL£\z,}:K)7£mT% ri^tt, g-ffc^ftlcp^ 

(ii) *^h^cd Iz-tr^.-gaif fct, < ^o^^y^ H&»iBt-*^H(g 

gfiHi^te^^gB^:/^ KOmR N A^I^^Hd UT^l, MtfrTZ Z.Ltf 
T~^Z> 0 - 

o^m&^li 2mmm, &y&£L<izim*mte^v6mmM) *>v<\* 
v<ui m mw^h 2 4mm'&) . &Mzmw&zw*tomft7> b ux 
, ^L<^immm^L2B,m. &vft£v<izimm'&te^i,2 4mm 
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(ii) ^RtetftftfeSft^V^flT**^**^****^^®^*** 

— ISISfcli^©gli^^H©niRNAiS:tI. fi?fffT£> Z\ 2zlz£. DtT 

rtCa 2+ a WcAMP4£ iWcGMPM, -f / 1 — ;HJ> 

g&g£, mvfcm*i£Em* »ieRrou >gHt» c - f o s o^ttib, p 
, am*, teamum. Mamam, *3ewbi*» Aifii 



WO 00/49046 _ 

— r ^ PCT/JPOO/00927 

5 6 



[0 0 6 7] 

?Lm%i<Mz-i$. 77h, fciys;» r>.v> ^3, ^ 

■kg£UT)' tecfc^-cra. — Bfd^fctJO. l.r~ l 0 Omg, £?£L<teif$l. 
0~5 0mg, J;D£?£b<te&jl. 0~20rag,^§, ^agPWK&^T 

LT) Kfe^Tfi, — BfCO#£tJ0. 0 1~3 0mgiS, ^SUI^O. 
l-20mgig, «k0$p£ I, 1-1 0mgmK£l!frJ!jt&tt£<fcD 

g4t5'©^W^^^'§ 0 m<DW)Vo<Dm&b, 6 0 kgigfcOfcii&gLfcS 
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/ ^ -f * p * ; WW ft £ <h l> T IS □ W £ V * S v * ttzK t> L < tt-t nu* 
20 *j&*£e>ns«fc , 5K:"r 5 *>©"£&*. 

25 **U>©<fc5fc1f**J' ^-^>K 7**/^c^xU-CD£3& 
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<d&? te^mm&myomj: a&mm * & tafias s s & £ <dm# ommmm iz 

5 v :?K^«^©te©»t&a$£^tr^!p£ («^«, D-y;ktf h-Jk. D- 

- h80 ™« HCO-5 0) tzZtMmVT*^ Mitt«£LTtt,.«*.tf 

±^$3 - mmmz* mx.& mmn (mm*. 'v>&m&mm* m 
•^J&^gB^LT&^v ws^nfcait^ttji^, 3l^T>y;^c5t* 

kgiLT) td^^Ttt, -BiC^O.l-lOOmg, $f£K«**Jl. 
0~5 0mg, «kD*?SL.<«#?Jl. 0~2 0mg^§. *jgpfl<j^g^f 
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1 .20mgil. «tOflF*l/<tt»0: 1-1 0mgg*S#JRtt^«t0 

»tt 7'?*>>HMML 7t^3U>» -«iafica 2+ itt», • 

iirtcAMPM. i^cGMPM- <y^h-;i,u>^^ mm 

ai"ifirta^K©u->ii'fls* c-f oscisttt pHofiT&fS' 
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<t-tm, frzws. (-) y#> ^^^^©Ggefc^issur^— ga» 

T&fcS, *^0Jte, (i) ^^OUizy^-®SKfeL<f«CDg|5^ 

U^»*<t*^tt$-&fc«^i (ii) *f6BjcDMzy 

* a* *> l < y 5P k ft com. t , u # > h * £ o*MMt 

**W©^^U-=>i^j*Cfi^.T»4, (i) £ (ii) 

ufc u # > k & , #as§i§ cd ^ e si f-^p $ Ttftms mm 
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3 .ij>li; ^rtCa 2+ Jl^ iH^cAMP^, ttrtcGMPt^ 
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iteiifiii, »rtieio'j>ifk, c-fososfttft, p h© 

ckoT, <tsiV), ijfiy KiGISR^fSai/ 

^.^mM<Dx^v-^>^m\zm^^^BM<Du±y'^-m&ntv 
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}V ** zm ^*®&* i * mi:7>( }V7s (nuclear 

polyhedrosis virus ;NPV) ®#«J^ K U >y 0 ^-^-, SV40**CO 

©*t«©«3lEtt*na'*^»©^W'5 H » Xtt CNambi 

, P.'&i -if - AW^-D^*^ * $"5*HJ- O. Biol. Chem. 

) ,267#. 19555-19559K. 1992¥j KfSife^iitC^o T?T& 5 - fctfT?* 3 



10 



15 



20 



Jjafe^^^ftSi®^^*^. lfflte©»^ iL ' T(1 Potter- 
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U hn> (Kinematicaftig) ©£5S8#/ jSlFi£K:,fcSifc5^ 7l/>f^l/X 
& £ TiDiE L £ IEQJJ& &JBB W 7T;^ 6 * tB $ -B- 5 d 1 1 ct * Wfrfc 

5 ^^i: t fc5^i«iLtffl^e,n§ 1 (5 0 0 

r pm-3 0 0 0 r pm) TMflfH (It, &J1#~1 0#) $g&U ±ft& 
£ SKZiftiS (1 5 0 0 0 rpm-3 0 0 0 0 r pm) T?iI3?3 0 #~ 2 B^WSS 

lMS^O 1 0 3 ~1 0 8 ^fTS5O«l<„.l 0 5 ~1 0 7 ^T^^» 

Ri*©u^>Kj(g'&«& i '>^;u'ftig^B™^^ 
^Yb^^^ffl^sns. c 3 hk- c l25 n „ c i4 cd , c 35 s] & 
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5ZlttJ:0Hr^-«eH«fi*il««. pH4~l 
0 (lSb<}ipH6~8) OU>^y77-. h'J7-I^A777-^ 

fn-efc^Vv CHAPS, Twe 

en- 8 0™ «ES-7h?*tt>\ S*¥h = >. 5*^5/=! hte 

«h 0. 0 lml^l 0mf©i^-«. (5 0 0 0 

c pm~ 5 0 0 0 0"0 c pm) ©«IUft'J*> HS**^ l*J3f K 1 0 "«M 
~10- 10 M©»^^^. #4«tttt« (NSB>*»5fc* 

^5 0^a*U<tt»4^53 7t3T, »2 0^6-2 4«flll, M£ b 
<ttft3d»^6-3«fMff5. ; SJ6«» ^7XiiiitIIU\ 3M©HA 

©*7*>KB ,r b f ^#«f»W«S« (NSB) '^?l^fc^a>h (Bo-NS 
B) *1 G.6X£bfcNr. -4#ftWIS^* (B-NSB) 5 0.%^ 

u >M£. issinif»i> imi&rtaaK® 'J • c-fos ©eia-fls 
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5 waffle umts® 

muLx. £f&i>tzmm&^n^ft<Djjmzm-DTmm-rz>o mmmmm&o) 
mmttzwm wz.\** t^-k ©^*f,,iiiBifi^wr-5^* 

m$ mm& hrzx ?v--> &&nu o\zu, mm & i^-tr y * -m 

20 TfectVio • 

1. ^^'J-->^ffitt||- „.,,. . 
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Hanks' Balanced Salt Solution (*^3ttW ^ 0. 0 5XO^>A*7 

*|8^©U-fe^-»aK&5fia«.1i:fcCHO*BI!aft, 12^-^5 
xiO««/ATJIftU 3 5%CG 2 , 95%airT20«Uc 

t>©. 

2 " :>l1 ""' 

omm^ mmmmmm i m it 2 iatt*i*fc* ■ 4 9 0 w 1 ©wmwm* 

* lira*, ifilCTll^B^^ ^*WIS^««r»l*fc«>Ktttt^ 
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Percent Maximum Binding (PMB) Cjfifc l ] T^fe^. 

• - PMB = [ (B-NSB) / (B 0 — NSB) ] X100 
PMB : Percent Maximum Binding 

NSB: Non-spec i f i c B i nd i ng 

Mfl£f*!C a 2+ iSi§i, »cAMP4£ IBS^cGMPM. < / 1/ 
1 — ;HJ >^M£> iillfefl, iBUlfirtSeKCDU >^t N ,c - f o s <D 

%m (^fc>t$>£ v ^fg^cDiz-fe:/^— SSRi:^f57^-^ h) , (n) ^ 
§7>^^-Xh) , (A) 'J J? >-H i*|ggi30Gge»*!!l:i l^t ^-1 
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ttmnuiL?* *T>*3-xh *&w<du±-7*- 

# > H Arte ^fffJT 3 3c£T{£*fe&EI£ £ b Tfffl T & 5 • 

mm* '^mrnsk: ikimmm&* ^sajwai "Aiaitis, 

.©'.fc ^ i: bT#^n'i.ii}imiStttS fl^Jl bh^« 
AKrfti (>9*:tf/^K 2^ ^> +W£ 

£^;D^llte&3^\ Jiti -jSWIci^JtL^ (6 0 

kgibT) IC^^TH' -Bi^^itOrl-l 0 Omg; jfri; b-<M4#n 
0-5 Omg, «fcb*F*b-<»itti: 0>~2 OingT&So ' #«t3WKI*#T 
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T<feS&3^\ 08*tf, £lt#J©^T«S#fl|;U;£ (6 0kg£ 

LT) \Z&^TU. -BlZ-OgffiO. 0.1-3 O.mggS, $?£b<f£^0. 
1-2 Oragg^iDSffKf^O. l~10mgg^ia#l:J;f) 

, *;t~E:>^©££ (W^fi,- : ftgiittftf. 3tHH£aiftL v fi&»SfttB^, ^SjK* . 
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-K80™, HCO-50) ^t'tffflUT%J:^.-;JftitUT«, mX\£ 
±IB^R& • "fllAtf* U>Ktft.«««t, @£ 

ih»ifei:tE^^Tt>«k^. «SE*nfcai*«tta#. m^ts.Ty^Mz%^ 
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?L»^ (flIAtf, 7*; K b^y, ^ *zu -tf-^fc 

kgchLT) {3*5>iTt±; — 0(CO#ltJO. 1-1 0 Omg, $f £1, < ttift 1 . 
0~5 0mg, £DS?3;U<liiftl. 0~2 0mgT&3 0 ^MSPWlcS-^-r 

LT) 'fcistrvrtt, '■ — BtO^iKO 1 . 0 1,~3 0mgi|, L < tefctJ. O . 
1 ~2 Oraggf; iD^KIi^lO.. 1 - 1 0 m gg^M^fctCck 0 
&'#T*©a*#«B£-T&*-. «&Oi(rtto#^t>»- 6 0 ~k g^fcptiftflE.Lfc* 

( i ) «^ 

» t t & ti&tm 4 1 <d#?£ m <d u± -f & - m a a o^aj* , 

(ii) *£^£&#±fc^fcLit:£f§HJ<2^^ 
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Fab', ^^WiFabB^^^taK *&m<D\s±Zf*-W&nKM 

Teal, ^7t^iK^^^ffl^e>n^o ^'tt^Tc^^^T^ 

, c l25 n\ c i3i n, c 3 hk [ i4 o fi^v^n^ ± 
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d <D*§em<D u-t -m a mm £S«t Sut^t*. i 
*mm-v-> H-r v^mz£%u±7°?-m&n<D®ifemz&^Tte. i ^ 

tt^^Ttt, ^m^(Dmmtummmt^ifimzMiyX^mizKj^ 
zitft<D*,s ^Rj&omummtm tm^tm-tLrcmmnm (b> 
gib (b/f^k) , b, F^rn^(Dmmm^mm,u. ^m^(Din.mm^ 

SSI'S. irC^^bTW^tt^^ffiV,^. B/FM^Ul 
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j BBS! 5 3 #56ff ) . 5JII*»&«iT»*ft*aSftJ.:(*2)R 

) (|£¥»R, BSfD 5 7 *«fr) . 5JU#te*li r»*ftg«£fcj .'(16 3 IK 
) •((£¥*&; BBfU6 2*»fT> , r^y^X^>-X>^y^- (Methods 
in ENZYM0L0GY) J Vol. 70 (Immunochemical ' Techniques (Part A)), Vol. 
73 (Immunochemical Techniques (Part B)) , PQ • Vol. T4(Inuoochcmical 
Techniques (Part 0), H * Vol. 84(Immunochemical Techniques (Par t 
DiSelected Immunoassays)), ft* Vol. 92 (Immunochemical Techniques (Part 
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EiMonoclonal Antibodies and General Immunoassay Methods)), m9 Vol. 
121 (Immunochemical Techniques (Par t I :Hybridoma Technology and Monoclonal 
Antibodies)) (£U:, T#;r5 y 2 7V7,ttm=T)t&Z^m . 

-T^^Tia?), *)^>%<Dmm w%.\*. mmm*s* smauh. 
io mmkmm&* fsis^i, ^wmm. ai^i^e *L?t3^ 

♦ «h£ • ■Ja^ma, ®mii^B(MA«SlfeJE^-^JlE±;^L^ • 

15 ^^-mBn^wmmz^r^mzm.mT^ z. £f Cv 

(1 0) ilfill:* tts^i© t^t ^-f SKSfcttf os^^ H© 

^(D^^mmzmmr^z.ti)^^^(D^\ m 
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dii) #th"pf?L^o®«> ©4#jr©««. ®«&a>e>m*Lfc*a«fcfck 

(iv) ^0j(DVir^-^eKt>b< tt*©*^:/* 1 F*»»T*'»*«5 

(i) IE^&£V^mm^>#t hnf?L»jtl (#J*-te\ 7<;K * 

fcy^' >^ 7 
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mmrmmm (mxu. bvzwmmm* v>mm 

mm&&<^£tLz>mft<Dz.t&^-5 a mmom^mtLTit, potter- 

Uh.D> (KinenaticaftSS). ©..fc^JR^v .ieWfttCfcS^, ,7U>^I/7 
£ T? JDJEE L & # £ «]& ^ / 7^ <=> 9 £tj $ it £ d £ (c <k £ 

r pm~3 OO.Orpm) TBftlH Giflf,. 0#) ST/frU .±fflf£ 

£ (1 5 0 0 Or pm~3 OOOOrpm) Tilsit 3 0 2 PfFa^ 
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0 #«r&^ b 1 2 cfc't) * * b < 1 tffoW&V* b 6-«?MW) • « b < tt 

(iV) mnm^^mzm^mr^mzmmt^m^mm^zu^^ 

(iii) i£**«V^i«**^#t>iWAtt*' («^ 5vK * 

^ y*, 4*. 

M«jftb*: : a^ *sm*w£<&*» c«*tf* 
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Rft^ftium ^y^h\ ^>/t^, ^^f 1 . Ktt-ft^, -a-^fb^ 
..-&mmm. immik, .m&ifcmmm* ^m^±. m^mmwu ah&m 
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'c 



10 



iu+^. T-f^ci*^;^ ' ****** 

0-5 Omg, J;0^b<^l. 0-2 0mg-e*5. #gPWft 

UT) ^43^T«, -B13^#^0. 0 1-3 OmggS, #JcL<te*t}0. 
l~2 0mgto> <fct)»*b<tt»0. r-l^Omggg^iPl^f 
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fgae> ^tifz^mmiz^^n^miiLmmmmx'mmT^ z.t\z&-D xmm.t 
z> z. ti e> sai (3*5 & & GUb&ftm itm^ s n fries <p jg £ & § 

, ybvm^omtDffimm&^tsm^m w%-\& D-v;nf i — ;k d- 
7L&:'7)vn—)v ?.$y-)V) , 3j?u-7^m-;i/ (flu yptrv>^u 
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-bso™, hco-50) taztmrnvx*^. fA^mzvxu. mz.\z 
sfc / ± ia^te • -««** ''J » 

±«ife2:i:E-&i,T'*>«fc^. *«aE*nfc&i**tta^ -m^uT^Mzmm 

gJbtt 9yK fc^^ ^ 

kgfcUT) K^Tte. -BC^'O. 1~1 0 Omg, $?*b.<tt**Jl. 

0- 5 Omg, <fc0fip£b<ttfil. 0~20mg«. #«-PW£«!-W 

TfeJlfc*^ ft»»J©»Tft3:ai#«^^ (6 0kg£ 

LT) Kfc^tfcL -BKOtT&O. 0 1~3 0mgl^ L< tefcJ 0 . 

1- 2 OmgS& <fc0*?l£b<te*U0. i^l0mg8i6»*ft»CJ;t) 
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' H >KiSK, 7 iz^;m U >jS8t> .*fflj&l*j C a 2 + mm, c AM P 

(^1^.^. .^;»/ V^X> #+H=tV fcy>\ ^> ^v-, ^3, -T^, 
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#B E © D N A ItefMb to £ > <0 * rofflflaai-it :UT^ffl "T S w 1 1> 

T^^o *56W©DNA<E^^X©fii«4'ODNA'bb<l4RNA 
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I UP AC — I UB Commission on Biochemical Nomenclature te<k%>$&^$> 

DNA" : tt^i/Vtf&m. ■ 

cDNA :l@i^f^y'J^ 

A ,• 7?~> 

T ; : ^5>' 

G : ^7-> 

C : 

rna : u atmst. 

mRNA : *yfe>s;^ — »J afr&K 
d AT P • :ft^>>7T;y>=U>8 ■ ■■ , • 

dTTP irt+yfiy^EJJ^ 

dGTP : ^^i>^Ty i>>=U >^ 
dCTP ' :^yy^>Ea^i 

ATP : 7f^>=U>t': 

E'DTA -If |/>y75 >G3H^ 
SDS ' " : K^v;H^^hUr>A . . 

! G 1 y • ■ : ' 5>>: 
A la ' ' ' : T^^.y 

Val : AiJ > . 

Leu : □-f >-> 

lie :<VD^fy> 

S e r : -feU > 

Thr :Xl/^-~> 
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C y s 
Me t 
G 1 u 
Asp 
L y s 
A r g 
H i s 
Phe 
Tyr 
Trp 

Pro 
A s n 

G 1 n 

p G 1 u 

Me 

E t 

Bu 

P h 

TC 

T o s 
CHO 
B z 1 



CI 2 Bzl 



^uyy 

h'jyh77> 

\±utf)v$^yw. 

^T s /U 4 • (R) 



Bom 



: 2, 6-^no^» 
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10 



15 



20 



HONB 
DCC 



25 



C l-Z : 2-^DD^>yWy*M-^ 

Br-Z : 2-^u^^y^)V^^ts)^-)V 

Boc : t -^h=¥zytlJU^-)l 

DNP :y-hD7x7~jP 

T r t : hV?)V 

Bum : t-'7Y*ri'*3-)V 

Fmoc : n-9--7;1/^-^-;m h^s^*;^— ;p 

HOB t : l -t Fn^x^>xhUTV-;i/ 

HOOB t : 3, 4-S>fc h'D-3-h + 

1. 2. 3-^>»/h"J75?> 

C@H^J#-^ : 1 ) 

*58«©t MIWlGiei^Il/t^-ieihSLT075 
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-rs c'dna^ □-- >^-rsfc&K^ bfc^^-r ^- 2 <dj&sib?'J£^ 

To 

^kEcdHM^J 1 Tit's ^Escherichia coli DH5ff/pCR3. 1-hS 
5 LTte, ¥J5fcl (1 9 9 9 50 4^ 2 8 S^ffl^^"^ < 1 

-1-3, ®^^#xmSITi^^#X#XSM5iff^Hff (N I BH) i:«FK 
I^FERM 1 BP-6710i:UT, 1 1 ( 1 9 9 9 50 4J32 0S 
^6 0*H^EJft*E^HK+=*"r2-l 7-8 5, -BraSsA • BSWHfc 
ffi ( I F O) IFO 1 6 2 84t L,T3FteSnT^2>. 

10 

f£i£te> ' ,; El/^a5- • ^a- — >^ (Molecular cloning) '(CfEiS^HT^^ 

15 -zmzfe^tzo ■'■ 

mmm 1 t hiioGiaiMii/t^-iai^^-Ft?. cDNA 

O ^ □ - - > # £ &£6B yiJ © 

khiJScDNA (CLONTECHtt) 2ffl©7 r 7-f?-. 
20 (EWi##':"3) 43 £ fc^y^'1'-7-2 (IB?"j#^ ': : 4 ) £fflV>T 

lMiitH^U Advantage 2 Polymerase M 
i x (CLONTECHtt) 1/5 01, y^-f^-l' (SE?iJ#^:3) & 
<fctf y^-fV- 2 "(6B*!I## : 4 ) S 0 . 2 m M» dNTPs 200 /xM 

25 \ &£z$mm\zmtortvyT--zmx-. 2 5-<tio*itufc. pcrkje 

tt. (D 9 4<C •. <D 9 4"C • 2 0fJ\ 7 2t •' 2#<01M *JUfc : 3 
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IhK (3)9 4<C • 2 0#> 6 5X: • 2 OfJ\ 6 8 t: • 2^CD-^<^;i/^3 IsI» (D 
9 4t- 2 0f>\ 5 8t- 2 0#, 6 8 *C • 2 3 6 EligDigL 

, (D ftf£SC6 8X: • 7^(D#SS^^ffo^<, iPCR^MMtl^T 
A^D-->^y h(Invi t r o ge n&) ©M?? fv^^T^ F'S* 
5 ^-PCR3. 1 (Inv i t r ogenffl'X ^D-->^lfe, 

n&'&MU-t-y?— ISI^n- K-r&cDNAg2?'J. (I2?iJ#-if : 2) £f#7c 
o £©cDNA£D^ft£n<g>y =• /^IE?iJ (@E?iJ#^ : : 1 ^^rrsfrgt 

K (Escherichia coli) DH5 a/p CR 3. 1-hSLTi^Lfc., 

' >; : t 

i UfeafiT€IAb^7 77$ HpCR3. l-hSLT£^T^Sf^£L£:E. c.oli 
DH5a (h — 3— ) Plasmid Midi Kit (^T-^r>t±) £fflViT 

PCR3. l-hSLTO^^X^ HDNA^r^L^o Cin^Cel lPhect Trans fection Ki t 
(77ytA77Ky7/Htf^tt) £/8 M^ttCD^D h3-jH;foT 
CHO-KliH^fC^AL^o 10 Eig(077X^ HDNASr U >^77;U->^7 AiO^^tM 
*1?&£U 24^f^M(C5 x 10 s £/ite:l x 10 6 i@©CHO-Kl«^ML7tlO cr> 
^-UIC^pL7Co 10^.^^ife»^^ODMEM±^TlBW±S«L^, 
U ^^-e*^10!««7'>^jfii?fS:^img/ml . G418£^tfDMEMigifeTfg^L 

Lfeo $ £>f3> ji^LfehSLT^CHO,m^e^{C^^±RNA^JfitbUfc^, 
TaqMan^{3cfcDhSLTc7)mRNA*^?piJ^ • 3tf^^^£iiL,f Co f--©^, fg^ji 
(Dm^mt^, 3 2U-> (#5, #7&=fca:#28) 
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^j:ac^-n&&3-H-r*#»J^f V'^i 4 dna, rna 

If < >©«> ©MHPIMIrK* tt* ^a-^ PCRW T-©f&ft©& 
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If Sfc <D ^ ffl 



2..-l»*«lBB*©saR©«^^KS&tt*©4S[. 

Ho 

10 6 . .fiM<m 3 BB4K <D?$ 'J * £ F ^tt§liA^^^-„ 
15 £*rrstntfk 

10. §*^mfB»<©Mas<^>^^^ 

U#>F. 



13. 8*^1 2B3«0U#>F££WLTfcSESIiS. 
25 >F©&^& 0 

1 5. Bmmi$m(D : m^mhv<mmm2mm(Ddm^y°^^^rz\i^(D 
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( 18. flt**l SEtO^fJ-^^^fctt"*** 1 6IB*©**U- 

2 0 . 1**91 3 S3*©# U * * U*^ F t W®-** 

^ IT/J:^) # U * * H o 

2 1. »^3lB^(D#U^^l/^b^^^^--"^ fflU?>;::<h ^ #m<i:: 

2 3 . 2 1 Sfctt*** 2 2 ib*©***?*** - ^ * witt5 

25. m**2 2Mioi£m*&*ia»*zt*G*±-*** mmmzmi* 
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2 6. m&m2 4tm<Dx?v-->t7jj&&m^Tnt>noz>* m&muz 



